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FIG. 2 SUBCLONING STRATEGY TO GENERATE RECOMBINANT ANTITHROMBIN WITH H-HEUX AND 

REACTIVE SITE LOOP MUTANTS. 
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1. AT WAS EXCISED FROM 
PLASMID AND BamH I 
POLYUNKER IS ADDED BY 
POLYMERASE CHAIN REACTION 
AMPLIFICATION, | AT 



2. THE PCR FRAGMENT WAS 
CLONED INTO pGEM3Zf(+) 
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4. AT EXCISED FROM pGEM 3Zf(+) 
AND CLONED INTO p VL1392. 
Nco I 
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5. MUTATED FRAGMENT EXCISED Pst 
FROM pGEM3Zf(+)-AT AT 
Nco | Nco I AND BamH I SITES. 
■ BamH I 

< 



6. MUTATED FRAGMENT 

SUBCLONED INTO p VL1392-AT 
AT Nco I AND BamH I SITES. 



7. COTRANSFECTION OF p VL1392- 
AT AND VIRAL DNA, FOLLED BY 
HOMOLOGOUS RECOMBINATION 
WITH INSECT CELLS. 



MUTAGENESIS OF 
H-HFJX AND REACTIVE 
SITE LOOP REGIONS 
BETWEEN Nco I AND 
BaMH I SITES. 
Nco I 
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VIRAL DNA 



8. RECOMBINANT VIRAL DNA 

CONTAINING EITHER WILD-TYPE AT OR ONE 
OF THE MUTANT VERSIONS OF AT. 
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